[Abstract] Increased amount of autoantibodies in human sera are the hallmark of autoimmune diseases (Wang et al., 2015) . In case of known antigen, detection of autoantibodies is done using laboratory based methods. However, in most autoimmune diseases, knowledge of self-antigen is still vague. We have developed an ELISA-based quantitative assay to detect the presence of autoantibodies as well as to measure the circulating autoantibodies in the sera of patients suffering from large vessel vasculitis (LVV), an autoimmune disease (Chakravarti et al., 2015). Using this assay, we detected the increase in anti-aortic antibodies in LVV patient's sera. We have further verified the results by independent biochemical techniques and found the specificity to be > 94% (Chakravarti et al., 2015). This method can be uniquely modified to suit any autoimmune, in particular organ specific, disease and thus has wider applications in the detection and quantification of autoantibodies.
1. Chop tissue into small pieces (as much possible) and place in a sterile round bottom tube on ice.
2. Add 5 ml of cold cell lysis buffer (see Recipes) containing protease and phosphatase inhibitors.
Homogenize tissue using tissue homogenizer in sterile lysis buffer at cold temperature by keeping the tube covered in ice to prevent protein denaturation. 
Note: When calculating the concentration of the sample undergoing ELISA procedure, input the absorbance measured into equation as Y value, and use slope (M) and y-intercept (C) from BSA line equation as constants to calculate protein concentration (X).
www.bio-protocol.org/e2367 5. Add 200 µl of diluted sera (typical dilutions range from 1-10-1:1,000) in the blocking buffer. We recommend using 3 dilutions of each sera to figure out the best dilutions for subsequent experiments. Also include no sera control for tissue lysate coated wells.
Note: Frozen sera should always be thawed on ice before making dilutions.
6. Incubate the plate on shaker at 100 rpm for 2 h at RT or overnight at 4 °C. 12. Add 100 µl of ultra-TMB and observe the blue color development. Depending upon the antigen (protein concentration of tissue lysates) and autoantibodies (sera dilutions), some wells may change color to blue before others. Change of color in 5-30 min is desirable. Very quick change of color would require lowering the amount of tissue lysates or increasing the serum dilution. If color change is very slow, takes more than 60 min, increasing the tissue lysates or decreasing the sera dilution, may be needed.
13. As desirable change in color is achieved, add 100 µl of 2 N HCl to each well that will change the color to yellow (Figure 4 ).
